In the Netherlands, the majority of serological tests for syphilis are performed by the Regional Public Health Laboratories. The initial screening tests consist of a flocculation test (VDRL) and a complement-fixation test (Kolmer), both performed qualitatively. If one or both of these tests give a positive or a doubtful result, the Reiter protein complementfixation (RPCF) test is performed. Sera still considered to present problems are then referred to the Treponemal Department of the National Institute of Public Health. As the two initial screening tests differ in technique but not in the nature of the antigen, one might argue for substituting one of them by a test using a treponemal antigen (Bissett, Browne, Coffey, and Michelbacher, 1961; Fiumara, 1963; Sequeira, 1959) . Wilkinson, Scrimgeour, and Rodin (1972) reported favourable results with a combination of the automated reagin (AR) test and the RPCF test for screening purposes.
As most of the delay in reporting results is due to the complement-fixation test, a better substitute might be a test with a less tedious and timeconsuming technique. We investigated as such the counter-immunoelectrophoresis technique (Gocke and Howe, 1970) using the Reiter protein antigen (RP-CIE test).
Some modifications of this test are described and the results compared with those of the quantitative RPCF test.
Material and methods
All sera were provided by the National Institute of Public Health with the exception of those mentioned in Table I . The VDRL and Kolmer tests were performed according to the procedures recommended in the 'Manual of Tests for Syphilis ' (1969) . The RPCF test was done using 1-5 unit of complement and starting with undiluted serum (Bekker, de Bruijn, and Miller, 1966 Bekker, 1957) and was used in a concentration ten times stronger than that of the CF test.
All the serum samples subjected to the RP-CIE test had been inactivated at 56°C. for 30 min. They were frozen for at least 3 hrs at -20°C. and then gradually thawed, first at 4°C. and then at room temperature. The sera were subsequently further inactivated for 15 min. at 560C.
The discounter-immunoelectrophoresis (DCIE) (Wallis and Melnick, 1971) , whichwas initiallyused, was abandoned in favour of counter-immunoelectrophoresis; although the former had a greater sensitivity, it showed more nonspecific precipitation lines.
Results
Sensitivity, specificity, and reproducibility After its introduction (Banffer, 1972 ) the test was modified to improve its sensitivity and specificity. The sensitivity could not be improved by varying the percentage of the agarose, the pH of the buffer, or the well diameter, or by using the sandwich technique (Smith, 1971) . However, pre-electrophoresis of the serum sample for 5 min. before applying the antigen produced a precipitation line about halfway between the two wells and this was considered to be an improvement.
As regards specificity, in eight out of 96 fresh, nonsyphilitic sera from healthy volunteer blood donors, non-specific precipitation lines were observed. This phenomenon could be avoided by the procedure of freezing and thawing the sera before inactivation described under Material and Methods (Table I) .
The reproducibility of the RP-CIE test was tested by comparing the results of duplicate titrations of 63 sera done at different times (Fig. 1) . 51 samples had the same titre in both assays. In four samples the titre was twice as high in the first assay and in eight samples the titre was twice as high in the second assay. There were no samples giving results differing by more than a factor of 2. primary syphilis in the RP-CIE-positive/RPCFnegative group, against one in the RPCF-positive/ RP-CIE-negative group of sera.
Discussion
Opinions on the usefulness of the RPCF test are contradictory. In two recent reviews it was given a rather poor rating (Sparling, 1971; Willcox, 1972) but this might have been because insufficiently sensitive techniques had been used (Bekker and others, 1966 (Bekker, 1960 (Bekker, , 1962 Bekker and others, 1966 
